Primary nasal mucosal melanoma in Brazil: clinicopathologic and immunohistochemical study of 12 patients  by Benevenuto de Andrade, Bruno Augusto et al.
Available online at www.sciencedirect.com
Annals of Diagnostic Pathology 16 (2012) 344–349Primary nasal mucosal melanoma in Brazil: clinicopathologic and
immunohistochemical study of 12 patients
Bruno Augusto Benevenuto de Andrade, DDS, MSca,⁎, Alicia Rumayor Piña, DDSa,
Jorge Esquiche León, DDS, PhDa, Oslei Paes de Almeida, DDS, PhDa,
Albina Altemani, MD, PhDb
aOral Pathology Section, Department of Oral Diagnosis, Piracicaba Dental School, University of Campinas (UNICAMP), Piracicaba, São Paulo, Brazil
bDepartment of Pathology, Medical Science Faculty, University of Campinas (UNICAMP), Campinas, São Paulo, BrazilAbstract Primary nasal melanoma is a rare tumor of unknown etiopathogenesis that occurs in adult and elderly⁎ Corresponding a
E-mail address: au
(B.A. Benevenuto de
1092-9134 © 2012 E
doi:10.1016/j.anndiagpatients usually diagnosed at advanced stages. The aim of this study was to analyze the
clinicopathologic and immunohistochemical characteristics of 12 cases of primary nasal melanomas
in Brazil. Twelve cases of primary nasal melanoma were analyzed histologically and by
immunohistochemistry using the antibodies S-100 protein, HMB-45, Melan-A, CD63 (NKI/C3),
CD68/KP1, fatty acid synthase (FASN), and Ki-67. The mean age of the patients was 60 years, and 7
of 12 patients were men. Microscopically, 10 cases presented level III of invasion; 4 were
amelanotic; and in 7, cells were epithelioid. S-100 protein and FASN were positive in all cases,
whereas 9, 8, 7, and 6 cases were positive for HMB-45, Melan-A, CD63 (NKI/C3), and CD68/KP1,
respectively. Ki-67 labeling index ranged from 11.45% to 28.5% of positive cells. S-100 protein is
more frequently expressed in nasal melanomas than in HMB-45, Melan-A, CD63 (NKI/C3), and
CD68/KP1. FASN seems to be involved in the pathogenesis of nasal melanomas, and also, it can be
helpful to confirm the diagnosis.
© 2012 Elsevier Inc. Open access under the Elsevier OA license. Keywords: Nasal melanoma; Histopathology; Immunohistochemistry; Diagnosis1. Introduction
Mucosal melanomas of the head and neck are rare,
comprising 0.8% to 1.3% of all melanomas [1]. It occurs
most frequently in the nasal cavity of elderly men,
commonly involving the anterior portion of the nasal septum
(33%) and the lateral nasal wall (28%) [2,3]. Patients with
nasal melanomas usually present with epistaxis and nasal
obstruction as well as unilateral polyposis with or without
pigmentation [4]. The etiopathogenesis of this form of
melanoma is poorly understood, and a role of inhaled
carcinogens has been suggested [5].
As in other types of melanomas, the histopathology of
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Open access under the Elsevier OA license. by epithelioid, spindle, and plasmacytoid cells arranged in a
sheetlike, organoid, alveolar, solid, or desmoplastic config-
uration [6]. When the individual tumor cells are found to be
melanin rich, the diagnosis is usually not difficult; however,
amelanotic lesions may resemble other benign and malignant
neoplasias, and immunohistochemistry can be helpful to
confirm the diagnosis [3].
The objectives of this study are to analyze the
clinicopathologic characteristics and immunohistochemical
expression of S-100 protein, HMB-45, Melan-A, CD63
(NKI/C3), CD68/KP1, fatty acid synthase (FASN), and Ki-
67 in 12 cases of primary nasal melanoma in Brazil and to
compare them with previous reports in other population.2. Materials and methods
Formalin-fixed, paraffin-embedded tissue blocks were
obtained from 12 patients with primary nasal melanoma.
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and histologic characteristics, excluding the presence of
melanoma at other anatomical sites and, consequently, the
possibility of nasal metastasis. The parameters evaluated
included presence or absence of melanin in the tumor
(melanotic or amelanotic), level of tumor cells invasion,
cellular morphology (epithelioid, spindle, plasmacytoid, or
mixed) and pattern (solid, alveolar, organoid, or pagetoid),
necrosis, and perineural and perivascular invasion.
Cellular invasion was considered according to Prasad et al
[7] as noninvasive (in situ), microinvasive (level I, cell
clusters in the superficial lamina propria), invasive (level II,
cell invasion into the lamina propria), and deep invasive
(level III, invasion into skeletal muscle, bone or cartilage).
For immunohistochemical staining, 3-μm thick sections
mounted on silane-coated glass slides were used. Briefly,
the sections were deparaffinized and rehydrated in graded
ethanol solutions, and after antigen retrieval with EDTA/
Tris buffer (pH 9.0) in a microwave oven (1380 W;
Panasonic, São Paulo, Brazil), endogenous peroxidase
activity was blocked with 20% H2O2 by 5 cycles of 5
minutes each. Overnight incubation with the primary
antibodies (Table 1) diluted in bovine serum albumin was
followed by the secondary antibody conjugated with
polymer dextran marked with peroxidase (Dako EnVision
Labelled Polymer; Dako, Glostrup, Denmark). The
reaction was developed with Permanent Red (Permanent
Red, Liquid Chromogen; Dako) for the primary anti-
bodies S-100 protein, HMB-45, Melan-A, FASN, CD63
(NKI/C3), and CD68/KP1, and diaminobenzidine hydro-
chloride (Sigma, St Louis, Mo) was used as chromogen
for Ki-67. The preparations were lightly counterstained
with Carazzi hematoxylin, mounted with Aquatex
(MERCK, Darmstadt, Germany), and examined by light
microscope. Positive and negative controls were included
in all reactions.
Analysis of S-100 protein, HMB-45, Melan-A, FASN,
CD63 (NKI/C3), and CD68/KP1 was performed using a
combined scoring system based on both the fraction of
positive tumor cells and the predominant staining intensity in
the tumor according to Innocenzi et al [8]. The fraction ofTable 1
Antibodies used for immunohistochemical evaluation of 12 cases of primary
nasal melanomas
Antibody Clone Dilution Source
S-100 protein Polyclonal 1:10.000 Dakoa
HMB-45 HMB-45 1:200 Dakoa
Melan-A A103 1:800 Dakoa
CD63 NKI/C3 1:100 Novocastrab
CD68 KP1 1:400 Dakoa
FASN AA9-202 1:200 BD Biosciencesc
Ki-67 MIB-1 1:100 Dakoa
a Dako, Dako Corporation, Carpinteria, Calif.
b Novocastra, Newcastle Upon Tyne, UK.
c BD Biosciences, San Diego, Calif.positive cells was estimated using a 4-tiered scale (b10%, 1;
11%-50%, 2; 51%-80%, 3; N80%, 4). The staining intensity
was graded subjectively from 0 to 3 (negative, 0; low
intensity, 1; moderate, 2; and strong, 3).
Ki-67 nuclear immunohistochemical assessment was
represented by the ratio of positive cells in relation to total
cells, calculated with the help of Aperio ImageScope nuclear
algorithm (Aperio ScanScope; Aperio Technologies, Vista,
Calif). Five high-power fields were randomly selected
(original magnification ×200), and 3000 tumor cells per
slide were counted approximately. The labeling index for Ki-
67 in each case of nasal melanoma was expressed as a
percentage of positive tumor cells.3. Results
Patients' ages ranged from 55 to 71 years, and the
median age of the patients was 60 years. There were 7 men
(58.33%) and 5 women (41.67%), and the main prevalence
of primary nasal melanomas were among whites (7 patients
[58.33%]) against nonwhites (25%; 2 black/Afro-Brazilians,
1 Asian). In 2 cases, we could not identify the patients' race
in the records.
Of 12 primary nasal melanomas studied, 8 were melanotic
and 4 were amelanotic. Ten cases (83.33%) showed deep
cellular invasion (level III) when diagnosed, whereas 2 cases
presented level II. No cases were classified as in situ.
Cellular morphology varied, with 7 cases formed by
epithelioid and 1 by spindle cells, whereas the other 4
cases showed a mixed population of epithelioid and
plasmacytoid cells. Most cases showed a predominant
cellular solid pattern (8 cases '66.66%]), with organoid and
alveolar pattern in only 2 cases each. Necrosis, perivascular,
and perineural invasion was found in 6, 3, and 2 cases,
respectively (Fig. 1).
Immunostaining with S-100 protein, HMB-45, Melan-A,
CD68/KP1, and FASN in melanoma cells was cytoplasmic,
but nuclear staining was also noted with S-100 protein. Only
CD63 (NKI/C3) membrane staining was considered posi-
tive. S-100 protein and FASN were expressed in all cases,
showing strong staining intensity in more than 80% of
malignant cells. HMB-45 was expressed in 9 (75%) of 12
cases of nasal melanomas, with 5 cases demonstrating 51%
to 80% of positive cells and the other 4 showing more than
80% of positive cells. Staining intensity was considered
moderate and strong in 4 and 5 cases, respectively. Melan-A
was expressed in 8 of 12 cases, with strong staining intensity
in more than 80% of positive cells. CD68/KP1 had moderate
staining intensity in 51% to 80% of malignant cells in 6 nasal
melanomas cases (50%). Membrane expression with CD63
(NKI/C3) was observed in 7 cases. Four cases demonstrated
51% to 80% of positive cells, and the other 3 showed more
than 80% of positive cells. Staining intensity was considered
moderate and strong in 3 and 4 cases, respectively. Ki-67
Fig. 1. Histopathologic aspects of primary nasal melanoma (hematoxylin and eosin). (A) Nasal melanoma composed of epithelioid neoplastic melanocytes
arranged in an organoid pattern (original magnification ×400). (B) Nasal melanoma showing perineural invasion of fusiform neoplastic melanocytes (original
magnification ×400). (C) Epithelioid and plasmacytoid neoplastic cells arranged in a solid pattern, showing mitosis figures (original magnification ×400). (D)
Perivascular epithelioid neoplastic melanocytes (original magnification ×400).
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11.45% to 28.5% of positive cells (Figs. 2 and 3).4. Discussion
Nasal melanomas are rare tumors compared with their
cutaneous counterpart, with few reported series. The median
age of diagnosis is 60 years, and most studies show a men
predilection [2,3]. The diagnosis is usually delayed by the
nonspecific nature of signs and symptoms [9]. Series of
head and neck mucosal melanomas in Latin America have
been reported [10,11], and to best of our knowledge, there
are no data on clinical, histologic, and immunohistochem-
ical profiles of primary nasal mucosal melanomas in a
Brazilian population.
The clinical features shown in our series are mostly in
accordance with other reports in the literature. The mean age
of incidence in the cases reported herein was 60 years, and
other authors refer an incidence peak between the fifth and
sixth decades of life [2,3]. We found a slight malepredilection for primary nasal melanomas, as there were 7
men and 5 women in our series. This is in agreement with
other reports that refer a slight predilection for men, although
other authors have reported no sex predilection or a slight
women predilection [2,3]. Ethnic background of the patients
reported herein included 7 whites, 2 Afro-Brazilians, and 1
Asian. There are reported racial differences in the incidence
of primary nasal melanomas, with a higher incidence in
India, Africa, Japan, and some North/Central American
countries with high prevalence of Indian population than in
Europe and Australia [1,2].
Different from the skin, there is not a well-established
clinicopathologic classification of nasal melanomas [7].
Classification and staging of cutaneous melanomas using
Breslow and Clark levels cannot be applied to nasal mucosa
tumors due to structural and morphologic differences
between the skin and respiratory mucosa [5]. In fact, nasal
melanomas differ from cutaneous in several aspects
including risk factors as solar radiation, a family history,
and association with atypical nevi, factors applied mainly to
cutaneous melanoma [5,9]. In contrast to cutaneous
Fig. 2. Immunohistochemical expression of S-100 (A), HMB-45 (B), Melan-A (C), and CD63 (NKI/C3) (D) in primary nasal melanoma (EnVision Permanent
red [A-D], original magnification ×200).
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growth phase, nasal melanomas are found predominantly in
the vertical growth phase, infiltrating skeletal muscle,
cartilage, or bone at the time of diagnosis [5,9]. Most cases
in our study when diagnosed showed deep invasion (level
III), similarly to previous reports of head and neck mucosal
melanomas series [7,10].
Presence ofmelanin was observed in 8 of 12 cases, and it is
known that between 50% and 70% of nasal melanomas
contain melanin that can be easily observed in routine hema-
toxylin and eosin preparations [2,12]. Dauer et al [13] studied
60 cases of sinonasal melanoma finding 17 amelanotic
cases (28%), similar to the values found in our study.
Different cell types, showing epithelioid, spindle, and
plasmacytoid morphology, have been described in nasal
melanomas [9]. In our series, epithelioid cells predominated
in most cases, either as a monomorphous or polymorphous
infiltrate, mixed mainly with plasmacytoid cells. The type of
cellular infiltrate seems to have no impact in prediction of
tumor behavior in nasal melanomas. In our series, the solid
pattern predominated; however, as for the cell type, the
histologic pattern also does not seem to influence prognosis
[10,13].Necrosis, perivascular, and perineural invasion was seen
in 6, 3, and 2 cases, respectively. Although not commonly
observed and, therefore, not considered to be an independent
factor in most prognostic models, vascular invasion when
present in cutaneous melanoma appears to be associated with
a worse prognosis, as this is the first step for regional and
distant metastases [14].
It is well known that melanoma has a wide spectrum of
histologic features, which mimic epithelial, hematologic,
mesenchymal, and neural tumors, and when necessary,
immunohistochemistry is the primary tool to establish the
correct diagnosis. S-100 protein, HMB-45, and Melan-A are
currently the 3 most useful immunomarkers to identify
melanocytes and characterize melanomas [15]. Yu et al [16]
studied the expression of melanocytic differentiation
markers in 17 primary sinonasal and oral melanomas. They
showed that HMB-45, S-100 protein, and Melan-A were
positive in 94%, 88%, and 71% of the cases, respectively,
suggesting that both HMB-45 and S-100 protein are good
markers for immunohistochemical diagnosis of primary
sinonasal and oral melanomas. In this study, we found that S-
100 protein was a more sensitive marker than HMB-45 and
Melan-A, although it is well known to be much less specific.
Fig. 3. Immunohistochemical expression of CD63 (NKI/C3) (A), CD68/KP1 (B), FASN (C), and Ki-67 (D) in primary nasal melanoma (EnVision Permanent red
[A-C], original magnification ×400; immunoperoxidase [D], original magnification ×400).
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and oral melanomas, the least sensitive marker was HMB-
45, marking 85% of the cases, whereas S-100 protein and
Melan-A were positive in approximately 95% of the cases. In
cutaneous melanomas, S-100 protein is the most sensitive
marker with expression in approximately 98% of cases, but
again, it is the least specific [14,15].
We observed CD63 (NKI/C3) expression in 7 cases of
primary nasal melanomas. Only a few studies have analyzed
the use of the CD63 (NKI/C3) antibody in assessing benign
and malignant melanocytic lesions [17,18]. CD63 (NKI/C3)
has a sensitivity of 86% to 100% for cutaneous melanoma in
paraffin-embedded sections but a very poor specificity,
staining neurothekeomas, medullary carcinomas of the
thyroid, granular cell, and neuroendocrine tumors [15]. In
addition, it also stains histiocytes; dendritic, mast, and
endothelial cells; eosinophils; and salivary, bronchial, sweat,
pancreas, and prostate glands. The nonspecificity of this
marker has limited its use in melanoma diagnosis, but it is
important to know its positivity in a high proportion of cases
[15,17].
Similarly to CD63 (NKI/C3), some studies have demon-
strated that melanomas may also stain with the macrophagemarker anti-CD68/KP1 [19,20]. In this study, 6 nasal
melanoma cases had moderate staining intensity for CD68/
KP1. Pernick et al [20] evaluated 43 primary and metastatic
melanomas and observed that expression of CD68/KP1 was
diffusely positive in 86% of cases almost as frequently as
traditional melanoma markers, although with weaker
intensity. Facchetti et al [19] also observed CD68/KP1
positivity in 16 of 20 primary cutaneous melanomas and in 6
of 8 metastatic melanomas, indicating that the expression of
CD68/KP1 might be related to tumor progression in
melanocytic cells.
Fatty acid synthase is the key enzyme responsible for
the synthesis of fatty acids, catalyzing the conversion of
acetyl-CoA and malonyl-CoA into long-chain fatty acids
[8,21,22]. Normal cells do not express FASN because they
use fatty acids from dietary lipids, except those that are
lipogenic. Nevertheless, it is abnormally expressed in many
human cancers cells because of their increased energy need
[8]. There are no data on expression of FASN in primary
nasal melanomas, and only 3 reports consider its relevance
in cutaneous or oral melanomas [8,21,22]. We found that
FASN was strongly expressed in all nasal melanomas
studied, similarly to their cutaneous and oral counterparts,
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of malignant melanocytic lesions. In addition, FASN
activation, as in various other cancers, seems to be relevant
for malignant transformation of nasal mucosa melanocytes.
Ki-67 staining is reported as positive in 13% to 30% of
the cells in cutaneous melanomas, although individual cases
can show almost 100% of nuclear positivity [15,23]. In our
study, Ki-67 showed a proliferating index ranging from
11.45% to 28.5% of positive cells. The present study did not
consider treatment and prognosis of nasal melanomas, but it
is well established that treatment is surgical, often associated
with radiation and/or chemotherapy with a poor prognosis,
showing 2 and 5 years survival of 66.7 % and 31.8%,
respectively [24].
In summary, our findings show that primary nasal
melanomas are rare, occurring in adult and elderly patients
usually diagnosed at advanced stages. It is formed by
epithelioid, spindle, plasmacytoid, or a mixture of these cells
arranged in solid, alveolar, and organoid pattern. S-100
protein and FASN are more frequently expressed than HMB-
45, Melan-A, and CD63 (NKI/C3). CD68/KP1 may also
stain malignant melanoma cells, serving as an additional
melanoma marker. These results also indicate that, as in
cutaneous and oral melanomas, FASN probably plays a role
in the development of nasal melanomas.
Acknowledgments
This work was supported by the State of São Paulo
Research Foundation and the National Council for Scientific
and Technological Development.
References
[1] Wagner M, Morris CG, Werning JW, Mendenhall WM. Mucosal
melanoma of the head and neck. Am J Clin Oncol 2008;31:43-8.
[2] Manolidis S, Donald PJ. Malignant mucosal melanoma of the head and
neck: review of the literature and report of 14 patients. Cancer 1997;80:
1373-86.
[3] Medina JE, Ferlito A, Pellitteri PK, et al. Current management of
mucosal melanoma of the head and neck. J Surg Oncol 2003;83:
116-22.
[4] Patel SG, Prasad ML, Escrig M, et al. Primary mucosal malignant
melanoma of the head and neck. Head Neck 2002;24:247-57.
[5] PrasadML, Busam KJ, Patel SG, Hoshaw-Woodard S, Shah JP, Huvos
AG. Clinicopathologic differences in malignant melanoma arising in
oral squamous and sinonasal respiratory mucosa of the upper
aerodigestive tract. Arch Pathol Lab Med 2003;127:997-1002.[6] Patrick RJ, Fenske NA, Messina JL. Primary mucosal melanoma. J Am
Acad Dermatol 2007;56:828-34.
[7] Prasad ML, Patel SG, Huvos AG, Shah JP, Busam KJ. Primary
mucosal melanoma of the head and neck: a proposal for microstaging
localized, stage I (lymph node-negative) tumors. Cancer 2004;100:
1657-64.
[8] Innocenzi D, Alò PL, Balzani A, et al. Fatty acid synthase expression in
melanoma. J Cutan Pathol 2003;30:23-8.
[9] McLean N, Tighiouart M, Muller S. Primary mucosal melanoma of the
head and neck. Comparison of clinical presentation and histopatho-
logic features of oral and sinonasal melanoma. Oral Oncol 2008;44:
1039-46.
[10] Lourenço SV, MS A, Sotto MN, et al. Primary oral mucosal
melanoma: a series of 35 new cases from South America. Am J
Dermatopathol 2009;31:323-30.
[11] Lopez-Graniel CM, Ochoa-Carrillo FJ, Meneses-García A. Malignant
melanoma of the oral cavity: diagnosis and treatment experience in a
Mexican population. Oral Oncol 1999;35:425-30.
[12] Bachar G, Loh KS, O'Sullivan B, et al. Mucosal melanomas of the
head and neck: experience of the Princess Margaret Hospital. Head
Neck 2008;30:1325-31.
[13] Dauer EH, Lewis JE, Rohlinger AL, Weaver AL, Olsen KD. Sinonasal
melanoma: a clinicopathologic review of 61 cases. Otolaryngol Head
Neck Surg 2008;138:347-52.
[14] Banerjee SS, Harris M. Morphological and immunophenotypic
variations in malignant melanoma. Histopathology 2000;36:387-402.
[15] Ohsie SJ, Sarantopoulos GP, Cochran AJ, Binder SW. Immunohisto-
chemical characteristics of melanoma. J Cutan Pathol 2008;35:433-44.
[16] Yu CH, Chen HH, Liu CM, et al. HMB-45 may be a more sensitive
maker than S-100 or Melan-A for immunohistochemical diagnosis of
primary oral and nasal mucosal melanomas. J Oral Pathol Med 2005;
34:540-5.
[17] Prasad ML, Jungbluth AA, Iversen K, Huvos AG, Busam KJ.
Expression of melanocytic differentiation markers in malignant
melanomas of the oral and sinonasal mucosa. Am J Surg Pathol
2001;25:782-7.
[18] Orchard GE. Comparison of immunohistochemical labelling of
melanocyte differentiation antibodies Melan-A, tyrosinase and HMB
45 with NKIC3 and S100 protein in the evaluation of benign naevi and
malignant melanoma. Histochem J 2000;32:475-81.
[19] Facchetti F, Bertalot G, Grigolato PG. KP1 (CD 68) staining of
malignant melanomas. Histopathology 1991;19:141-5.
[20] Pernick NL, DaSilva M, Gangi MD, Crissman J, Adsay V. “Histiocytic
markers” in melanoma. Mod Pathol 1999;12:1072-7.
[21] de Andrade B, León J, Carlos R, et al. Expression of fatty acid synthase
(FASN) in oral nevi and melanoma. Oral Dis 2011;17:808-12.
[22] Kapur P, Rakheja D, Roy LC, Hoang MP. Fatty acid synthase
expression in cutaneous melanocytic neoplasms. Mod Pathol 2005;18:
1107-12.
[23] Frahm SO, Schubert C, Parwaresch R, Rudolph P. High proliferative
activity may predict early metastasis of thin melanomas. Hum Pathol
2001;32:1376-81.
[24] Nakaya M, Mochiki M, Takeuchi S, et al. Malignant melanoma of
nasal cavity: report of 16 Japanese patients. Auris Nasus Larynx 2004;
31:233-7.
